. WIG1 is associated with specific target mRNA. RIP analysis was performed with MCF7 cell lysates using an anti-WIG1 antibody. Immunoprecipitated proteins were analyzed using an anti-WIG1 antibody (left); RNAs were measured by qRT-PCR using specific primers (right). ACOT7, ANKRD11, and p21 mRNAs were positive controls pulled down by WIG1 as shown in Supplementary Table S2 . DOCK11, FHL1, CAV1, and CYBRD1 mRNAs were served as negative controls. Data are represented as the means ± SD from three independent experiments. *, P < 0.05; #, P > 0.05. examined. Cells were transfected with three independent siRNAs harboring different target sites on the WIG1 mRNA (WIG1 #1, #2, and #3). Cell lysates were prepared 3 days after transfection and subjected to Western blot analysis. (C) Effects of miR-9 in combination with three independent WIG1 Si on ACOT7 mRNA and protein levels. MCF7 cells were harvested 2 days after transfection. Cell lysates were prepared and applied to Western blot analysis (top). RNAs were isolated, and RT-qPCR analysis was used to quantify ACOT7 mRNA levels (bottom). Actin protein and mRNA were used as loading controls. Data are represented as the means ± SD from three independent experiments. **, P < 0.01. Figure S4 . Effects of co-overexpression of AGO2 and WIG1 on ACOT7 mRNA and protein levels. p3xFlag-WIG1 and pIRES-FLAG/HA-AGO2 plasmids were transfected with miR-9 into MCF7 cells. After 2 days, cells were harvested, and qRT-PCR and Western blotting analyses were performed. Data are represented as the means ± SD from three independent experiments. *, P < 0.01; **, P < 0.01. Figure S6 . The levels of mR-9, Let-7a, and miR-451a in pre-immune lysates (Before IP) were measured by RTqPCR using specific primers. 5S rRNA was used as a loading control. Data are represented as the means ± SD from three independent experiments. ***, P < 0.001; #, P > 0.05. plasmids. Cells were harvested 2 days after transfection, and RNP-IP assay was performed using anti-HA antibody. Precipitated proteins were subjected to Western blotting using indicated specific antibodies.
Immunoprecipitated miRNAs were subjected with qRT-PCR using miR-9-specific primers. The fold enrichment of miR-9 was compared to pcFLuc-MS2BS-ACOT7-3'UTR-Wt. Data are presented as means  SD from three independent experiments. (C) AGO2 is not necessary for WIG1 binding to ACOT7 mRNA 3'UTR. HEK 293T cells were transfected with AGO2 Si and then transfected pcFLuc-MS2BS-ACOT7-3'UTR-Wt in combination with p3xFlag-WIG1 and pMS2-HA plasmids. Cells were harvested 2 days after transfection, and IP assay was performed using anti-HA antibody. *, P < 0.05; **, P < 0.01. MCF7 cells were transfected with pFL-p21-3'UTR-Wt, anti-miR-106b, and either Con Si or WIG1 Si in combination with pRL-CMV reference plasmid. Cells were harvested 1 day after transfection, and RNAs isolated from lysates were quantified using qRT-PCR with FL-and RL-specific primers. Relative value of FL mRNA was normalized to that of RL mRNA (left). Translation rate was determined as the ratio of FL protein to mRNA. FL protein level was determined with luciferase activity assay and was normalized to the RL value (right). Data are represented as the means ± SD from three independent experiments. *, P < 0.05; **, P < 0.01.
(B) MCF7 cells were transfected as described in Figure 4G . Cells were harvested 2 days after transfection, and
Western blotting was performed. Table S2 . List of the representative transcripts that were identified by WIG1 immunoprecipitation followed by microarray profiling analysis. Table S2 
